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Name 


5' — Sequence — 3' 


DiGHEcoF 


AGGCGAATTCTTCCCAACCATTCCCTAT 


DiGHNotF 


CTTCAAGAGGCGGCGGCCGCTTCCCAACCATTCCC 
TTAT 


DiGHHinR 


TTCCAAGCTTCATCAGAAGCCACAGCTGCCCTCCA 


Lep2TrcFOR 


CAAAGCTAGCGGTGGCATGCAAGT 


Lep2TrcREV 


AAGCTTGAATTCCTATTACGTCGACTCTAG 


LepLinkFOR 


CAGCTGCTGTGGCTTCGGCGGCCGCAGGTGGCGGA 


LepLinkREV 


AATGCCTCGAGGAATTCGGAACCTCCG 


Lep2FOR 


GGGAAACTCGAGGTGCCCATCCAAAAAGTCCAAG 
AT 


Lep2REV 


GGGAAAGTCGACTCTCTAGAGCACCCAGGGCTGA 
GGTCC 
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Growth hormone molecule 1 



TTCCCAACCATTCCCTTATCCAGGCTTTTTGACAACGCTAGTCTCCGCGC 

CCATCGTCTGCACCAGCTGGCCTTTGACACCTACCAGGAGTTTGAAGAAG 

CCTATATCCCAAAGGAACAGAAGTATTCATTCCTGCAGAACCCCCAGACC 

TCCCTCTGTTTCTCAGAGTCTATTCCGACACCCTCCAACAGGGAGGAAAC 

ACAACAGAAATCCAACCTAGAGCTGCTCCGCATCTCCCTGCTGCTCATCC 

AGTCGTGGCTGGAGCCCGTGCAGTTCCTCAGGAGTGTCTTCGCCAACAGC 

CTGGTGTACGGCGCCTCTGACAGCAACGTCTATGACCTCCTAAAGGACCT 

AGAGGAAGGCATCCAAACGCTGATGGGGAGGCTGGAAGATGGCAGCCCCC 

GGACTGGGCAGATCTTCAAGCAGACCTACAGCAAGTTCGACACAAACTCA 

CACAACGATGACGCACTACTCAAGAACTACGGGCTGCTCTACTGCTTCAG 

GAAGGACATGGACAAGGTCGAGACATTCCTGCGCATCGTGCAGTGCCGCT 

CTGTGGAGGGCAGCTGTGGCTTC 

Linker region 



TTA GTGCCGCGCGGCA GTCCGGGCA TTGGCGGCGGTGGCGGC 



Growth hormone molecule 2 



TTCCCAACCATTCCCTTATCCAGGCTTTTTGACAACGCTAGTCTCCGCGC 

CCATCGTCTGCACCAGCTGGCCTTTGACACCTACCAGGAGTTTGAAGAAG 

CCTATATCCCAAAGGAACAGAAGTATTCATTCCTGCAGAACCCCCAGACC 

TCCCTCTGTTTCTCAGAGTCTATTCCGACACCCTCCAACAGGGAGGAAAC 

ACAACAGAAATCCAACCTAGAGCTGCTCCGCATCTCCCTGCTGCTCATCC 

AGTCGTGGCTGGAGCCCGTGCAGTTCCTCAGGAGTGTCTTCGCCAACAGC 

CTGGTGTACGGCGCCTCTGACAGCAACGTCTATGACCTCCTAAAGGACCT 

AGAGGAAGGCATCCAAACGCTGATGGGGAGGCTGGAAGATGGCAGCCCCC 

GGACTGGGCAGATCTTCAAGCAGACCTACAGCAAGTTCGACACAAACTCA 

CACAACGATGACGCACTACTCAAGAACTACGGGCTGCTCTACTGCTTCAG 

GAAGGACATGGACAAGGTCGAGACATTCCTGCGCATCGTGCAGTGCCGCT 

CTGTGGAGGGCAGCTGTGGCTTC 



FIGURE 4 



10/502344 



WO 03/062276 PCT/GB03/00253 

5/11 



Growth hormone molecule 1 



FPTIPLSRLFDNASLRAHRLHQLAFDTYQEFEEAYIPKEQKYSFLQNPQT 
SLCFSESIPTPSNREETQQKSNLELLRISLLLIQSWLEPVQFLRSVFANS 
LVYGASDSNVYDLLKDLEEGIQTLMGRLEDGSPRTGQIFKQTYSKFDTNS 
HNDDALLKNYGLLYCFRKDMDKVETFLRIVQCRSVEGSCGF 



Linker region 
LVPRGS PGIGGGGG 
Growth hormone molecule 1 



FPTJPLSRLFDNASLRAHPxiHQLAFDTYQEFEEAYIPKEQKYSFLQNPQT 
SLCFSESIPTPSNREETQQKSNLELLRISLLLIQSWLEPVQFLRSVFANS 
LVYGASDSNVYDLLKDLEEGIQTLMGRLEDGSPRTGQIFKQTYSKFDTNS 
HNDDALLK2^YGLLYCFRKDMDKVETFLRIVQCRSVEGSCGF 
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Leptin molecule 1 

GTGCCCATCCAAAAAGTCCAAGATGACACCAAAACCCTCATCAAGACAAT 

TGTCACCAGGATCAATGACATTTCACACACGCAGTCAGTCTCCTCCAAAC 

AGAAAGTCACCGGTTTGGACTTCATTCCTGGGCTCCACCCCATCCTGACC 

TTATCCAAGATGGACCAGACACTGGCAGTCTACCAACAGATCCTCACCAG 

TATGCCTTCCAGAAACGTGATCCAAATATCCAACGACCTGGAGAACCTCC 

GGGATCTTCTTCACGTGCTGGCCTTCTCTAAGAGCTGCCACTTGCCCTGG 

GCCAGTGGCCTGGAGACCTTGGACAGCCTGGGGGGTGTCCTGGAAGCTTC 

AGGCTACTCCACAGAGGTGGTGGCCCTGAGCAGGCTGCAGGGGTCTCTGC 

AGGACATGCTGTGGCAGCTGGACCTCAGCCCTGGGTGC 



Linker region 



TTAGTGCCGCGCGGCAGTCCGGGCATTGGCGGCGGTGGCGGC 



Leptin molecule 2 



GTGCCCATCCAAAAAGTCCAAGATGACACCAAAACCCTCATCAAGACAAT 

TGTCACCAGGATCAATGACATTTCACACACGCAGTCAGTCTCCTCCAAAC 

AGAAAGTCACCGGTTTGGACTTCATTCCTGGGCTCCACCCCATCCTGACC 

TTATCCAAGATGGACCAGACACTGGCAGTCTACCAACAGATCCTCACCAG 

TATGCCTTCCAGAAACGTGATCCAAATATCCAACGACCTGGAGAACCTCC 

GGGATCTTCTTCACGTGCTGGCCTTCTCTAAGAGCTGCCACTTGCCCTGG 

GCCAGTGGCCTGGAGACCTTGGACAGCCTGGGGGGTGTCCTGGAAGCTTC 

AGGCTACTCCACAGAGGTGGTGGCCCTGAGCAGGCTGCAGGGGTCTCTGC 

AGGACATGCTGTGGCAGCTGGACCTCAGCCCTGGGTGCTTAGTGCCG 
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Leptin molecule 1 

VPIQKVQDDTKTLIKTIVTRINDISHTQSVSSKQKVTGLDFIPGLHPILT 
LSKMDQTLAVYQQBLTSMPSRNVIQISNDLENLRDLLHVLAFSKSCHL 
PWASGLETLDSLGGVLEASGYSTEWALSRLQGSLQDMLWQLDLSPGC 

Linker region 

L VPRGS PGIGGGGG 
Leptin molecule 2 



WIQKVQDDTKTLIKTIVTRINDISHTQSVSSKQKVTGLDFIPGLHPILT 
LSKMDQTLAVYQQILTSMPSRNVIQISNDLENLRDLLHVLAFSKSCHL 
PWASGLETLDSLGGVLEASGYSTEWALSRLQGSLQDMLWQLDLSPGC 
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X 1C1 

Coomassie 



X1C1 
Western Blot 
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Lep2TrcFOR 





leptin 

... M?tf(1026) 
\ JKftd(1040) 
SaB. (1054) 



PCR 



Lep2TrcREV 



AWel (450) 
Leptin 

No & (907) 
^A7ioI(921) 
'^(935) 
£coRI (947) 




Atol A7zoI Sail EcoW 




Ligate into pTrcHisx1A1 
between A//?el and EcoRI 



Leptin2 ligated between Xhol 
and Sail sites — generated by 
PCR using primers Lep2FOR 
and Lep2REV 



pTrcHisLepLink 



Notl K Xhol 




(G 4 S) 4 linker ligated between Notl 
and Xhol sites - generated by PCR 
using primers LepLinkFOR and 
LepLinkREV 




Nod (907) 
_(G4S)4 linker 
\ EcoRL (975) 
\hol(9Sl) 

leptin 
\ Art (1433) 
>coRI(1446) 
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E. coli 
SURE:pTrcHisx2Cl 




FIGURE 11 
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